The isolation and characterisation of T celi clones or lines specific to retinal antigens are valuable tools to clarify the underlying mechanisms of autoimmunity to retinal antigens as a contributing factor in ocular inflammation.
reported to be sensitised to S-antigen (S-Ag). In the present study, four T cell clones established from the peripheral blood of a patient with Behqet's disease were analysed. A CD4+ T cell clone (clone 2) and a CD8+ T cell clone (clone 10) proliferated specifically to bovine S-Ag. Although these S-Ag specific T cell clones proliferated vigorously to the intact antigen, their responses to S-Ag derived synthetic peptides M and G were weak, suggesting that the sites of human T cell recognition of S-Ag may be different from those established in the experimental model. The proliferative responses of both clones (2 and 10) were inhibited by anti-HLA-DR monoclonal antibody but not by anti-HLA-class 1 monoclonal antibody. The other two clones studied, clones 6 and 30, were CD3+, CD4-, CD8-, and they did not proliferate specifically to S-Ag. Clone 6 expressed ybT cell receptors (TCR) and showed non-specific cytotoxic activity toward K562 and Daudi cell lines. Clone 30 expressed a[3TCR, and was devoid of cytotoxic activity. Human T cell lines and clones specific to retinal antigens will provide the framework necessary to examine the events that lead to ocular inflammation. (BrJ7 Ophthalmol 1994; 78: 927-932) Behcet's disease (BD) is a leading cause of acquired blindness in various countries, including Japan.' Although the mechanisms of the ocular inflammation are unknown, various immunological abnormalities are reported in BD, suggesting that autoimmunity may play a role in its pathogenesis.2 In particular, evidence from studies in animals3 as well as in humans4 raises the possibility that autoimmunity to retinal antigens may contribute to the physiopathogenesis ofthe inflammation in the eye. 3 The injection of retinal specific antigens in the presence of an adjuvant into naive animals induces experimental autoimmune uveoretinitis (EAU).' EAU resembles certain human uveitic conditions in various aspects56 and its major mediator is the T lymphocyte.78 Peripheral blood lymphocytes from patients with BD are reported to be sensitised to the two most uveitogenic retinal specific antigens, S-antigen (S-Ag) and interphotoreceptor retinoid binding protein (IRBP well, 0 05 FiM of bovine S-Ag, and 500 U/ml of human recombinant interleukin 2 (r-IL2, S-6920, Shionogi Pharmaceutical Industry, Osaka, Japan) in AIM-V medium (Gibco) with 10% human AB serum. After 7 to 14 days, the growing cells of positive wells were transferred and expanded in a 96 well flat bottom microculture plate (Costar). After 7 to 14 days of culture, clones were transferred to a 24 well culture plate (Linbro, Flow Laboratories). Every 2 weeks, the cells were restimulated with 0-05 FM of S-Ag, irradiated with PBMCs (2000R) and 500 U/ml of r-IL2. PBMCs from normal volunteers with the same DR antigens as the patient (DR8.1 and DR9), were irradiated (2000R) and used as pooled antigen presenting cells. In the intervals between the restimulation, clones were cultured in the presence of 500 U/ml of r-IL2. This cycle was repeated to maintain the cell clones.
FLOW CYTOMETRIC ANALYSIS
After a resting period of at least 10 days after the stimulation cycle, T cell clones (10' cells per mAb) were directly or indirectly stained with FITC conjugated mouse mAbs with specificity towards human CD3, CD4, CD8, TCRa,, and TCRyb. Anti-TCRaj3 antibody was used in combination with FITC conjugated goat anti-mouse IgG for indirect immunofluorescence analysis. 
REACTIVITY OF THE T CELL CLONES TO TWO UVEITOGENIC PEPTIDES OF S-Ag
In an attempt to map the S-Ag epitope recognised by T cell clones 2 and 10, two S-Ag derived Figure 2 . Even though these clones vigorously responded to intact S-Ag, their responses to peptide M and peptide G were weak.
HLA RESTRICTION MOLECULES
The mAbs to HLA-DR, HLA-DQ, and HLAclass I molecules were used to define which element restricts the observed T cell proliferative response to S-Ag in the CD4+ clone (clone 2) and CD8+ clone (clone 10). As seen in Figure 3 , anti-DR antibody reduced proliferation by approximately 40%, even for the CD8+ clone, while the anti-class I antibody had no effect on either clone. 9 However, it may be due to the cloning technique used where no fractionation of cell was done. CD4+ (clone 2) and CD8+ (clone 10) T cell clones proliferated specifically to bovine S-Ag. Neither of them responded to PPD, substantiating the S-Ag specific recognition by the clones. The other T cell clones grew in an antigen independent manner. It may be due to the method of cloning in which exogenous IL-2 was included during the antigen pulse as well as during the expansion phase. CD4+ T cells internalise ligated high affinity IL-2r and become unresponsive until further high affinity receptors are expressed after restimulation with specific antigen. In contrast, CD8+ T cells are less able to regulate expression of the high affinity IL-2r and will continue to expand in response to IL-2 over a long period even in the absence of specific 
